Supplementary
The phenotype induced by Evi/Wls silencing is not rescued by R-spondin. (a) Evi #1 siRNA-induced phenotype is rescued in HEK293T cells. Cells were reverse transfected with siCtrl or siEvi #1 and, 24 hours later, transfected with TCF4/Wnt-reporter-, actin-renilla reporter-, and Wnt3a-expression and control plasmid or the indicated human Evi expression construct (Evi/hWls-V5-His(Evi) mutated in siEvi #1 binding site). The final concentration of plasmid per well was adjusted to equal levels. Luciferase and renilla signals were measured 48 hours after transfection, and luciferase measurements were normalized to the respective renilla values. Data from 3 independent experiments are presented as mean ±s.e.m. (b) HCT116 TCF4/Wnt-reporter cells were incubated with the porcupine inhibitor IWP12, and luciferase activity was measured 48 hours later. Activity was normalised to cell viability, as assessed by CellTiter-Glo assay. (c-e) The effect of downregulated Wnt signalling in HCT116/DLD1 cells cannot be rescued by applying mouse recombinant R-spondin1. (b) HCT116 TCF4/Wnt cells were reverse transfected with the Evi #1 siRNA. 24 hours later the indicated amounts of recombinant R-spondin were added. 48 hours later, luciferase readout was performed. (c) DLD shimirEvi#1 cells were treated with dox for 96 hrs and with 100 ng/ml of R-spondin1 for 48 hrs. (b-e) Data from 4 independent experiments are presented as mean ±s.e.m. (e) HEK293T cells were used as controls for R-spondin1 activity. These cells were transfected with the TCF4/Wnt luciferase-and actin-renilla reporter-constructs, with or without Wnt3a expression plasmid, and treated with 100 ng/ml of recombinant R-spondin1 for 48 hours. Representative example of 3 control experiments is shown. 3 , the mice were randomly separated into two groups: one of which was treated with dox (added to the drinking water). Every week, tumour volume was measured and significance for each time point was calculated using the Student's t-test (p=*0,008;**0,087;***0,002). The experiment was terminated when tumours in the control group reached about 1200 mm hours. Subsequently, the cells were lysed and Western blot was performed with the indicated antibodies. β-actin served as the loading control. The reduction of total Lrp6 in β-catenin knockdown cells, which is consistently observed in DLD-1 cells, may be a
